We examined systematically the ability of chick limb bud stumps to regenerate distal structures when fibroblast growth factor (FGF)-4 is applied. When amputations were made within 600 pm of the tip and FGF-4 applied either posteriorly or both apically and posteriorly, outgrowth of stump tissues occurred and a virtually complete skeleton developed. 'Regeneration' of distal structures was correlated with reactivation of Msx-l and Shh expression. At proximal amputation levels where FGF-4 did not lead to 'regeneration', neither Msx-l nor Shh expression was induced. We also grafted cells from progressively more proximal levels of mouse limb buds to chick wing bud tips beneath the apical ridge and the pattern of reactivation of Msx-l expression along the proximal distal axis of the limb buds was similar to that found in chick limb buds.
Introdnction
We are interested in how cells and tissues become organised during development of the vertebrate body plan and in particular the limbs. An understanding of how limb structures are formed may lead to devising strategies to stimulate limb regeneration and to repair limb defects. Urodele amphibians are the only vertebrates capable of regenerating their limbs throughout life, whereas other vertebrates show no regeneration as adults and very limited or no regeneration even as embryos. Significant advances have been made in identifying the molecules that control development of limb structures in vertebrate embryos. A recent observation is that fibroblast growth factors (FGFs) which are central to limb development can lead to regeneration of stage 25 chick limb buds when the bud is amputated at ISO p.m from the tip (Taylor et aI., 1994) . In order to understand further this intriguing phe-nomenon, we have mapped systematically the regenerative capacity of chick wing buds at a number of different stages and amputation levels and begun to explore how a molecular network that could generate distal structures is re-established in the stumps.
In many respects, the regeneration mechanisms seen in urode1e amphibians resemble those of normal embryonic limb development. In both regeneration and development, distal outgrowth, for example, is stimulated by interactions between ectoderm and underlying mesenchyme. In developing chick limb buds, the apical ectodermal ridge, a thickened epithelium that rims the tip of the bud, mediates bud outgrowth and maintains a zone of undifferentiated proliferative cells, the so-called progress zone, at the tip of limb bud (Summerbell et ai., 1973) . During regeneration of amphibian limbs, the apical ectodermal cap, an analogous structure to the apical ridge, is formed (Wallace, 1981) . Tissue cells dedifferentiate and migrate to the area below apical cap to form the blastema (Hay, 1959; Steen, 1968; Gardiner et aI., 1986; Casimir et ai., 1988; Lo et ai., 1993) . When an additional apical ridge or cap is grafted to the surface of a bud or blastema tip, this can result in outgrowth of supernumerary limbs (Saunders and Gasseling, 1968; Goetinck, 1964; Thornton and Thornton, 1965) and conversely, when the apical ridge! cap is removed at various stages, truncation occurs at different proximodistallevels (Saunders, 1948; Summerbell, 1974; Rowe and Fallon, 1982; Stocum and Dearlove, 1972) . It should be noted that the origin of the cells that give rise to limb structures is different in regeneration and development. In regeneration, the cells arise by dedifferentiation, but in development the cells come from embryonic undifferentiated mesenchyme.
In developing limbs, the signal from apical ridge can be substituted by members of the FGF family (Niswander et aI., 1993; Fallon et aI., 1994) and transcripts of are restricted to the posterior part of the apical ridge in chick and mouse limb buds (Niswander and Martin 1992; Suzuki et aI., 1992; Niswander et aI., 1994; Laufer et aI., 1994) . The ridge (or application of FGF-4) also maintains polarising region signalling in vivo and in vitro (Anderson et aI., 1993; Niswander et aI., 1993; Vogel and Tickle, 1993) and expression ofthe Sonic hedgehog (Shh) gene in the polarising region (Niswander et aI., 1994; Laufer et aI., 1994) . The polarising region produces a signal that controls patterning of structures. Distal structures are only generated in the absence of the ridge when both ridge and polarising signals are applied (Niswander et aI., 1993) . Regeneration failure of chick limb buds could be associated with an inability to reform a functional apical ridge (Muneoka and Sassoon, 1992) .
A homeobox gene, Msx-1 is expressed in the progress zone at the tip of developing limb buds (Robert et aI., 1989; Hill et aI., 1989; Fig. 2A) . Several lines of evidence suggest that expression of Msx-1 correlates with functional epithelial-mesenchymal interactions in developing limb buds. Transplantation of proximal limb tissue to the distal tip of the bud beneath the apical ridge results in reexpression of in the proximal cells (Davidson et aI., 1991) . Msx-1 is not maintained in limb bud mesoderm in the limbless mutant, in which the apical ridge regresses, but expression is restored by grafting normal ectoderm (Coelho et aI., 1991; Robert et aI., 1991) . Finally, Msx-1 expression in distal mesenchyme is lost following apical ridge removal but can be maintained by FGF-4 and FGF-2, both in vivo and in vitro (Ros et aI., 1993; Watanabe and Ide, 1993; Vogel et aI., 1995) . It has been proposed that limb regeneration might depend on expression of Msx-1 (Muneoka and Sassoon, 1992) . In mouse foetal and neonatal digits, digit tip regeneration occurs only when amputation is made within the Msx-1 domain (Reginelli et aI., 1995) . In addition, it has been observed that following amputation of amphibian limbs at a proximal level, there is a up-regulation of Msx-1 when the regenerates reach mid-bud blastema (the stage in which blastema cells are completely undifferentiated) (Simon et aI., 1995 , Crews et aI., 1995 .
Here we map systematically the potential for regeneration of distal structures from amputated embryonic chick limb buds in response to FGF-4. We show that the ability of FGF-4 to induce formation of distal limb structures correlates with induction of expression of Msx-1 and Shh. We also explore systematically the ability of mouse proximal limb bud cells to re-express Msx-1 in response to apical ridge signals.
Results

FGF-4 application can promote development of amputated early wings buds
When wing buds of early embryos stages (19) (20) (21) (22) were amputated, no skeletal wing structures developed (Table  1 ; Fig. lA) . To determine whether FGF-4 was able to allow replacement of distal structures after removal of the entire wing bud, a heparin bead soaked in FGF-4 was applied to the posterior mesenchyme at the amputation site, level with the body wall. By 24 h, outgrowth was clearly stimulated and stump tissue had grown out posteriorly to surround the FGF-4 bead. Amputations at stage 19-20 treated with an FGF-4 bead gave in all cases, humerus, ulna (also, in the majority of cases, a small fragment of radius (three out of four)) and digits (four out of four), although the length of the digits was much reduced (Table 1 ; Fig. lB) ; application of FGF-4 after wing bud removal at stage 20-21 resulted in development of humerus and ulna (Table 1) ; and from stage 21-22 amputations treated with an FGF-4 bead placed posteriorly, only a humerus developed (Table 1 ). More complete sets of structures developed when two FGF-4 beads were implanted simultaneously, one to apical and one to posterior mesenchyme. In these cases, all skeletal structures were laid down including a radius, but were reduced in size and the digits were usually incomplete (Table 1; Fig. lC) . In contrast, when FGF-4 was applied just to apical mesenchyme, there was never any digit formation but humerus and ulna and, in some cases, radius formed ( Table 1) . Application of FGF-4 to anterior mesenchyme, following bud removal, gave wings with a thickened or split humerus but failed to elicit formation of more distal skeletal elements (Table 1) .
FGF-4 allows development of distal skeletal elements after excision of tips of late limb buds
Amputation of the tips of chick limb buds at different stages of development results in limbs that are truncated at different proximodistal levels (Table 2 ; Saunders, 1948) . In order to investigate the effects of FGF-4 on limb bud stumps, a systematic series of amputations, in which progressively more of the distal tips of limb buds was removed, was carried out at various stages and FGF-4 beads were applied. Recent work by demonstrated that application of FGF-2 beads to posterior mesenchyme following amputation at I50.um from the tip of stage 25 wing buds resulted in development of distal elements that otherwise would not have formed. Here, amputations were carried out at four different stages (22-23, 23-24, 24-25, 25-26) and FGF-4 beads applied. The data are shown in Table 2 . From this analysis it can be seen that when amputation was carried out within 500.um of the tip of the limb bud, irrespective of limb bud stage, development of distal structures including digits could be stimulated by FGF-4 (Table 2) . At stage 22-23, for example, when the bud was amputated at 400--500.um from the tip, only parts of humerus formed, but posterior application of FGF-4 led to development of both ulna and digits (three out of three; Table 2 ). At later stages, for example 24-25, a distal amputation at 200--300.um which led to truncation at the level of digits, was rescued by posterior application of FGF-4 bead so that digits developed (Table 2) , and even amputation at 400--500.um from the tip, which leads to a limb truncated at the level of humerus, could be stimulated by addition of an FGF-4 bead to give ulna and digits (three out of three) and, in one of these cases, radius too (Table 2 ; Fig. ID ). When two FGF-4 beads were simultaneously applied, one to apical and one to posterior mesenchyme, following limb bud amputation 300--5oo.um from the tip at stage 22-23, a complete set of structures developed including radius (five out of five cases; Table 2 ; Fig. IE,F) . When an FGF-4 bead was applied to anterior amputated mesenchyme, limb growth and skeletal development were stunted and in some cases an extra knob of cartilage formed near the bead (Table 2) . Interestingly, the length of the elements 'regenerated' was in all cases very much reduced compared to the length of normal structures (Table 2; In contrast to the above results, when amputation was carried out between 500 and 600.um from the tip, only limited replacement of distal structures occurred and no digits formed, and when more than 600.um of limb bud tip was removed, no 'regeneration' occurred at all (Table  2) . At stage 23-24, amputation at 500--600.um from the tip gave a partial humerus and, at best, in two out of four cases, part of the ulna but no digits formed (Table 2; Fig.  IG) . When larger slices were removed, the 'regeneration' response was abolished and FGF-4 application had no observable effect on skeletal development (Tables 2 and  4 ; Fig. IH) . Thus, in 23-26 stage limb buds, when 600.um or more was removed neither posterior nor posterior and apical application of FGF-4 could induce further development of the stump and in all cases only part of the humerus developed as it did following amputation with no FGF-4 treatment.
Re-expression of Msx-l in proximal chick limb bud
Expression patterns of Msx-l were examined after wing bud amputations at various stages of development. In normal wing buds, Msx-l transcripts are found at the tip of the wing bud and as the limb bud grows out Msx-l is expressed all along the anterior margin and along the posterior margin up to 300--4oo.um from the tip (Fig. In all cases, the digits were reduced in size. r, skeletal element reduced in size or partially developed.
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FGF-4 enhanced development of distal structures following amputation, i.e. in complete wing bud amputations between stage 19-21 (Table 1 ) and in amputations within 600,um of the tip at later stages (Table 3) , Msx-} was expressed in stump tissue. For example, at stage 22-23, following amputation within 200-600,um of the tip and application of FGF-4, Msx-} expression was found at 13, 24 and 30 h (Table 3 ; Fig. 2E ). At stages 23-24, with amputations between 100-300,um from the tip, Msx-} was still expressed posteriorly and application of FGF-4 did not enhance expression (Table 3 ; Fig. 2D ), but when slices of 300-500,um were removed and the Msx-} domain removed, FGF-4 application induced its expression in the stump (Table 3 ; Fig. 2C ). In contrast, with proximal amputations at the level of 600,um or more from the tip, from which no regeneration occurred, there was no induction of Msx-} expression by FGF-4 (Tables 3 and 4) . A further comparison of the ability of cells at different positions along the proximodistal axis to re-express Msx-} in response to FGF-4 was made by placing an FGF-4 bead proximally at the posterior margin of intact wing buds and monitoring Msx-} expression. At stages 22-26, Msx-} expression was induced when an FGF-4 bead was placed at 500-700,um from the tip and Msx-} transcripts were always located distal to the bead (Table 3 ; Fig. 2F ). In contrast, little or no induction of Msx-} was observed when the bead was placed 700 f-lm or more away from the tip (Table 3) . In cases where the bead was placed in the mid-anterior-posterior axis instead at the posterior margin, there was no induction of Msx-l at 24 h (five out of five cases).
Re-activation of Shh expression in proximal chick limb bud
Shh RNA is expressed in the posterior part of the limb and the distribution of Shh transcripts correlates spatially and temporally with the polarising region. In situ analysis carried out immediately following amputation shows that after removal of more than 350 f-lm of the tip of wing buds (stages 23 onwards), no Shh expression could be detected in the stump (eight cases). To determine whether reactivation of Shh could be involved in the 'regeneration' process, its expression was monitored in stumps 13-24 h after posterior application of FGF-4. When the amputation was carried out within 700 f-lm of the wing bud tip irrespective of wing bud stage, Shh was induced at 13 h near an FGF-4 bead (Table 3; Fig. 2G ). In intact limb buds, application of FGF-4 to posterior proximal mesenchyme within 700 f-lm from the tip also activated expression of Shh distal to the bead (Table 3 ; Fig. 2H ; see also Yang and Niswander, 1995) . In contrast, when an FGF-4 bead was either applied to more proximal amputations (over 700 f-lm from the tip) or was placed proximally (more than 800 f-lm from the tip) in intact limb buds, there was no induction of Shh expression (Table 3) . When an FGF-4 bead was placed more anteriorly, there was no induction of Shh expression just as there was no activation of Msx-l expression. Comparison of the in situ hybridisation patterns of Msx-l and Shh in amputated limbs treated with FGF-4 suggests that cells that reexpress Shh also re-express Msx-l but that the Msx-l domain extends further anteriorly across the limb bud tip (Table 4) .
Msx-l expression in mouse limb tissue grafted beneath the chick wing bud apical ridge
Distal amputations of foetal and neonatal mouse digit tips show limited regeneration without growth factor stimulation. To find out whether proximal mouse limb buds can reactivate Msx-l expression in response to ridge signals, proximal rectangular fragments of mouse mesenchyme that did not express Msx-l were grafted in random orientation underneath the apical ridge of wing buds of host chick embryos of stages 18-22 (Fig. 3) . The use of mouse limb buds from 10 to 1l.5-day-old embryos provided a series of grafts from progressively more proximal regions of limb buds. Twenty-four hours after grafting, the host wings were examined and distribution of Msx-l transcripts in the graft was assayed by whole-mount in situ hybridisation using an antisense RNA probe specific for mouse Msx-l transcripts (see also Davidson et aI., 1991; Brown et aI., 1993) . Host chick embryos were between stages 18 and 22 at the time of operation, but there was no difference in the behaviour of the grafts in different stages, confirming that the apical ridge provides similar signals between stages 18 and 22. When proximal mesenchyme from donor mouse embryos at early stages (10 and lO.5-day-old), was placed under the apical ridge of the chick limb bud, mouse Msx-1 transcripts were abundant in all these grafts after 24 h, with greatest expression in the part of the graft closest to the apical ridge (five out of five cases; Fig. 3) . One proximal and one central area piece were taken from forelimb buds of II-day mouse embryos, but only one proximal piece from the hindlimbs, since mouse forelimbs are more advanced in development than hindlimbs (Fig. 3) . As with grafts for earlier stages, mouse Msx-l transcripts were abundant in these grafts at 24 h (nine out of nine cases; Figs. 3 and 4A) . The pattern of induced Msx-l expression in proximal mouse mesenchyme was identical to that in controls, in which mesenchyme taken from the distal tip of mouse limb buds was grafted (two out of two; Figs. 3 and 4B) . A significant change in behaviour of grafted cells was found when proximal meSenchyme up to about 800,um from the tip of 11.5-day-old forelimbs was grafted. Expression of mouse Msx-J in the graft was induced but to lower levels (Fig. 4C) . When even more proximal limb tissue, adjacent to the body wall and about 900,um from the tip of the bud was grafted, Msx-J was not activated (Figs. 3 and 4D) . However, all fragments obtained from more distal regions of the same stage mouse limb bud, closer than 700,um from the tip, expressed mouse Msx-J in the same way as before when placed at the tip of chick limb buds (Fig. 4E) . A few grafts became separated from apical ridge through deliberate or accidental interposition of distal chick mesoderm. In these cases, the grafted mouse cells did not express the Msx-J gene (five cases; data not shown).
Discussion
Amputations up to about 500,um from the tip of chick limb buds at a range of developmental stages could be completely rescued by applying FGF-4 to posterior parts of the bud and two FGF-4 beads, one placed apically and one placed posteriorly were most effective. When amputations were made more proximally, limited or no 'regeneration' occurred. Msx-J and Shh expression was activated by FGF-4 in both intact and amputated limbs at levels from which distal structures can be regenerated. In addition, Msx-J expression can be re-activated in proximal mouse limb mesenchyme when grafted beneath the apical ridge of chick limb buds.
3.J. Amputations can be rescued by FGF-4
FGF-4 can rescue amputated chick limb buds. Amputation of bud tips results in cessation of bud outgrowth and patterning, and truncated limbs develop. Following amputation, the epidermis heals but the apical ridge does not reform. Excavation experiments, in which the tip of the limb bud is removed without damaging the apical ridge, produce perfect limbs (Barasa, 1964; Hayamizu et aI., 1994) . This supports the idea that failure of reformation of distal structures after amputation is due to absence of the ridge. Since FGF family members can substitute for the apical ridge in normal bud outgrowth and patterning, our finding that FGF-4 promotes regeneration after amputation appears to be a further reflection of its ability to substitute for the ridge (Niswander et aI., 1993) . Under the influence of FGF, mesenchymal cells 'fated' to form proximal structures now restore distal pattern (Taylor et aI., 1994) . It is possible that this effect of FGF-4 on proximal cells could explain the regulation observed by some workers when a tip of a young wing bud with its apical ridge is grafted on to the stump of an old bud (Kieny, 1977) .
Our systematic analysis of the effects of FGF-4 on amputated limb buds shows that there is a decline in the 'regeneration' potential of limb buds during development. At early stages, the structures that develop from the entire bud can be replaced, but later, only structures that develop from the tip. This decline in 'regeneration' potential can be interpreted in terms of ability of cells to reestablish a progress zone and appears to be related to cell differentiation. According to histological observations, the mesoderm is homogeneous throughout the wing bud up to middle of stage 22, but from late stage 22 through early stage 25, only cells up to 400-500,um from the apical ridge retain the characteristics of undifferentiated mesenchymal cells. Proximally, differentiated chondrogenic and myogenic regions are established (Searls, 1965; Searls et aI., 1972; Stark and Searls, 1973; Summerbell, 1976) . Previous work, in which the ability of proximal mesenchyme to form distal structures under the influence of the apical ridge was tested, also showed that this ability is progressively lost as the limb bud matures (Saunders, 1959) . Therefore, under the influence of ridge signals, undifferentiated wing bud mesenchyme can re-establish a progress zone, whereas differentiated limb bud cells cannot. Once cells in the chick wing bud are more than 600,um from the tip, differentiation appears to be irreversible. It is also worth noting that, although distal structures develop when FGF-4 is applied, these structures are often smaller than normal. This could be a consequence of insufficient supply of FGF-4 when the structures are specified or of a delay in development.
Rescue correlates with induction of Msx-J expression
The data here demonstrate that 'regenerative' potential of chick limb buds is correlated with expression of M sx-J. Application of FGF-4 to mesenchyme after amputations of up to 600,um from the tip leads to 'regeneration' and Msx-J was expressed. In contrast, with proximal amputations at 700,um from the tip, where no 'regeneration' occurs, Msx-J expression was not induced by FGF-4. It is interesting that Msx-J expression was always activated distal to the bead but the reasons for this are unclear.
A similar conclusion about a correlation between Msx-J expression and regeneration has recently been reached by examining digit regeneration in developing mouse limbs. Mammalian digit tips have a limited regenerative capacity (Wanek et aI., 1989) , and the digit regenerates only when the amputation plane transects the digit such that the entire amputation surface lies within the region of cells expressing Msx-J (Reginelli et aI., 1995) . Msx-J expression in mouse limb buds is more stable than in chick limb buds. In mouse limb buds, the entire ectoderm has to be removed to abolish Msx-J expression whereas, in chick buds, removal of the apical ridge leads to almost complete loss of the Msx-J expression domain in the posterior tip (Ros et aI., 1993; Wang and Sassoon, 1995) . This could explain why chick limb buds cannot regenerate without growth factor stimulation. Reactivation of Msx-l can occur in proximal mouse limb tissue when grafted under the apical ridge of a chick limb bud (see also Davidson et aI., 1991) . The ridge expresses Fgf-4, and this suggests that FGF-4 application might stimulate regeneration from proximal mesenchyme in mammalian limb buds as it does in chick wing buds. It should be noted that reactivation of Msx-1 appears to occur at more proximal levels in mouse limb buds compared with chick limb buds. This could reflect a greater lability of proximal cells in mouse or that ridge and adjacent mesenchyme are more efficient in inducing Msx-1 expression than FGF-4 alone.
Rescue may require several signals
FGF-4 may act in concert with a polarising signal to re-establish a progress zone in proximal limb tissue. This conclusion emerges from our finding that posterior application of FGF-4 leads to successful development of distal structures from amputated chick limb stumps. Since FGF-4 is known to maintain the polarising region when locally applied to posterior mesenchyme, this suggests that a polarising region signal is involved (Niswander et aI., 1993; Vogel and Tickle, 1993) . Our data show that FGF-4 induced activation of Shh expression in both regenerating and intact limbs correlates with the level at which 'regeneration' occurs. Shh expression appears to be reactivated slightly more proximally than Msx-1 expression but, in preliminary experiments, SHH beads implanted proximally did not activate Msx-1 expression (work in progress with A. McMahon and D. Bumcrot). It seems likely that FGF may act by inducing Shh that then, together with FGF, activates Msx-1 expression.
It is not clear how Msx-1 expression is related to progress zone function. Although a potentially myogenic cell line when transfected with the Msx-1 gene can no longer be induced to differentiate into muscle (Song et aI., 1992) , consistent with a role for Msx-1 in maintaining cells in an undifferentiated and proliferating state, transfection of Msx-1 into newt limb blastema cells had no detectable effect on either proliferation or differentiation (Crews et aI., 1995) . In addition, functional inactivation of Msx-1 in transgenic mice has no apparent effect on limb development (Satokata and Maas, 1994) but the closely related Msx-2 gene is also weakly expressed in distal limb mesenchyme (Davidson et aI., 1991) and this could perhaps compensate for lack of Msx-1 expression. A number of other genes are expressed at the tip of limb buds and some of these could also be important in maintaining the progress zone. FGF-4 (or the ridge) has been shown to regulate expression of Hoxd-13, Bmp-2 and Evx-1 in addition to Msx-1 and Shh in vertebrate limb buds but expression of some of these genes is probably a consequence of progress zone function Hayamizu et aI., 1994; Laufer et aI., 1994; Niswander et aI., 1994; Vogel et aI., 1995) . In regenerating urodele amphibians, Msx-1 is strongly up-regulated during initiation of regeneration and is specifically expressed in undifferentiated proliferating blastema cells derived by dedifferentiation of adult tissue (Simon et aI, 1995; Crews et aI., 1995) . In this context, the regeneration blastema could be equivalent to the progress zone of the developing limb. It would be interestingly to know to what extent FGF and Shh signals are involved in amphibian limb regeneration. There is no evidence that FGF-4-induced regeneration in chick limb buds is initiated by dedifferentiation of differentiated tissues. Nevertheless, we have identified cell populations in which a differentiation programme can be reversed and it will be important to establish the basis for this lability. It will be also interesting to find out whether all cells in these populations can participate in re-establishing a progress zone or whether only a sub-population is involved.
Experimental procedures
Limb bud amputation and FGF-4 application
White Leghorn chicken eggs were incubated at 38°C until they reached the appropriate stages (Hamburger and Hamilton, 1951) . The eggs were windowed and the membranes covering the embryo were slit and pulled back to reveal the wing bud. A systematic series of amputations was carried out by first making an anterior-posterior incision through the limb bud with fine needles and then removing the tissue cut off with fine forceps. The level of amputation was measured using an eyepiece graticule calibrated at 20 flm per division. For FGF-4 application, heparin acrylic beads (H5263, Sigma) of a size of 200-250 flm were soaked in 2 fll of 700 flg/ml FGF-4 (kind gift from John Heath) for at least 1 h at room temperature before application to the amputated mesenchyme of the limb. To keep the beads in place, we used staples made out of platinum wire (0.025 mm 2 ; Goodfellow Metals).
In another series of experiments, a small slit was made at a measured position in the proximal posterior part of the wing bud with a needle and an FGF-4 bead was inserted into the mesenchyme. In order to ensure that the bead was held in place, a staple was used. To examine gene expression, embryos were removed from eggs between 13 and 30 h after the operation and fixed overnight in 4% (w/v) paraformaldehyde at 4°C by pinning them out in Sylgard dishes. The embryos were then washed twice in PBS, dehydrated and stored in absolute methanol at -20°C before being used for whole-mount in situ hybridisation. To investigate skeletal wing structures, some embryos were left to develop for a further 5 days. The embryos were then fixed in 5% (w/v) TCA, stained in
